Although DNA flexibility is known to play an important role in DNA-protein interactions, the importance of protein flexibility is less well understood. Here, we show that protein dynamics are important in DNA recognition using the well-characterized human papillomavirus (HPV) type 6 E2 protein as a model system. We have compared the DNA binding properties of the HPV 6 E2 DNA binding domain (DBD) and a mutant lacking two C-terminal leucine residues that form part of the hydrophobic core of the protein. Deletion of these residues results in increased specific and non-specific DNA binding and an overall decrease in DNA binding specificity. Using 15 N NMR relaxation and hydrogen/deuterium exchange, we demonstrate that the mutation results in increased flexibility within the hydrophobic core and loop regions that orient the DNA binding helices. Stopped-flow kinetic studies indicate that increased flexibility alters DNA binding by increasing initial interactions with DNA but has little or no effect on the structural rearrangements that follow this step. Taken together these data demonstrate that subtle changes in protein dynamics have a major influence on protein-DNA interactions.
INTRODUCTION
The recognition of specific DNA sequences by proteins is required for gene transcription, DNA replication and all other processes that involve the manipulation of DNA. Although the structural and mechanistic properties of many protein-DNA complexes have been studied in fine detail, we still lack a thorough understanding of the role of protein and DNA flexibility in sequence recognition. The papillomavirus E2 proteins have provided several important insights into specific and non-specific DNA binding and the role of DNA flexibility in protein-DNA interactions (1, 2) . The E2 proteins from several human papillomavirus (HPV) types including HPV 6, 16 and 18 have been studied in molecular detail as has the bovine papillomavirus (BPV) E2 protein (1) .
The E2 proteins comprise an N-terminal transcription regulatory domain and a C-terminal DNA binding domain (DBD) separated by a spacer or hinge region that is thought to be largely unstructured (3) . The DBD functions as an obligate dimer forming monomers only after denaturation (4) . The DBD binds to inverted repeats with the consensus sequence: 
+1234567
where the 5 0 -AACCG-3 0 motif and its symmetrically related inverted repeat 5 0 -CGGTT-3 0 represent the core E2 binding site and N4 represents a 4 bp spacer of variable sequence (5, 6) . The two subunits of the DBD form a b-barrel that supports two pairs of surface exposed a-helices (7) . One pair of symmetrically positioned a-helices make sequence-specific contacts with the exposed edges of core E2 binding site base pairs in two successive major grooves of the DNA (7) . Although the DBD does not contact the base pairs in the spacer region there can be electrostatic interactions between a surface exposed loop that links the b2-and b3-strands in the protein and the DNA backbone, and the nature of the spacer region has a profound influence on the ability of E2 proteins to bind DNA (8) . The HPV 16 DBD binds with high affinity to E2 sites that contain a spacer sequence rich in A:T base pairs but binds with much lower affinity to E2 sites that contain a spacer sequence rich in G:C base pairs (8, 9) . This preference for E2 sites with an A:T rich spacer sequence is even more marked for the HPV 6 E2 protein (10) . In contrast, the BPV E2 protein shows little preference for an A:T rich spacer sequence (8) . This indirect readout of the spacer sequence is believed to arise at least in part from differences in the intrinsic conformational freedom of different DNA sequences (11, 12) . E2 sites with an A:T rich spacer are intrinsically preferentially bent towards the major groove whereas those with a G:C rich spacer sequence are predominantly unbent (11, 12) . In both crystallographic and solution studies of E2-DNA complexes, the bound DNA is bent between 30 and 50 from linear and bending facilitates penetration of the DNA recognition helices into the DNA major grooves (5, 7, 13) . The intrinsic DNA bending associated with E2 sites with an A:T rich spacer is presumed to be entropically favourable for complex formation (10) . In addition, DNA bending results in wrapping of the DNA around the protein allowing extended contacts to be formed (5, 10) .
Conformational changes within the E2 DBD also occur on complex formation (14) (15) (16) . In the BPV E2-DNA complex, the b2/b3-loop which is unstructured and presumed mobile in the free protein, adopts a discrete conformation in contact with DNA backbone phosphates in the spacer region (7) . Similarly, the HPV 16 E2 b2/b3-loop makes electrostatic contacts with the phosphate backbone in the spacer region upon complex formation (17) . This suggests that these proteins undergo localized folding or loop rearrangements that favour DNA binding. The relative orientation of the recognition helices from these proteins also change on complex formation (2, 13, 18) . However, this re-orientation is not observed for the HPV 6 E2 recognition helices and the HPV 6 E2 b2/b3-loop is ordered in both the presence and absence of bound DNA (10, 13) . Recent NMR and molecular dynamics studies have indicated that in solution both the HPV 16 and BPV proteins contain a flexible b2/b3-loop and in the case of the BPV protein, there is flexibility in the loop connecting a2-b4 and in the b-barrel. These differences in dynamics have been suggested to be the basis for differences in protein adaptability and hence DNA recognition (15, 19, 20) . The HPV 6 b-barrel is formed around a network of hydrophobic side chains that includes two C-terminal leucine residues, L367 and L368 ( Figure 1A ) that are not present in most other E2 proteins (6) . We hypothesized that removal of these residues (and hence four side-chains from the hydrophobic core of the DBD) would alter the dynamics within the E2 dimer and thereby modulate the DNA binding activity of this protein. Here, we show that a mutated protein lacking these residues has increased flexibility and increased affinity for both specific and non-specific DNA.
MATERIALS AND METHODS

Plasmids used in this study
Plasmid pKK223-3-HPV 6 E2 expresses the HPV 6 E2 DBD (amino acids 281-368) and has been described previously (10) . To produce the truncated HPV 6 E2ÁLL protein the C-terminal leucine residues in the HPV 6 E2 DBD (amino acids L367 and L368) were deleted by the introduction of a stop codon at position 367 using a QuickChange mutagenesis kit (Stratagene) according to the manufacturer's instructions.
Protein labelling and purification
The unlabelled E2 DBD proteins used in this study were expressed in Escherichia coli XL1 blue cells and purified to homogeneity as described previously (10) . In brief, the proteins were purified over an SP-sepharose column followed by further fractionation on a MonoS 5/5 column and final purification using a Heparin column. Bound proteins were eluted using a 0.0-1.5 M NaCl gradient. The purified proteins were dialysed against PBS containing 1 mM dithiothreitol (DTT), snap frozen in liquid nitrogen and stored at À70 C until required. Protein concentration was determined from the OD 280nm using the molar extinction coefficient and activity was determined using gel retardation assays. Proteins uniformly labelled with 15 N NOE relaxation data were acquired on a Varian VNMRS 600 MHz spectrometer equipped with a salt-tolerant cryogenically cooled probe-head (22) . Protein concentrations were 1-2 mg/ml and all spectra were recorded at 30 C and sensitivity was maximized by recording spectra in 3 Â 6 mm S-tubes. Buffer conditions were identical to those used in the chemical shift assignment. 1 H-15 N NOEs were measured by recording HSQC spectra with and without proton saturation. The spectra without NOE were recorded with delays of 5 s and spectra with NOE used 3 s of proton saturation and 2 s of delay to give the same total delay of 5 s between transients. T 1 and T 2 values were obtained by non-linear least squares fits of the amide cross peak intensities to a two-parameter exponential decay. Uncertainties in the Model free analysis of the relaxation data was performed using the two-time-scale Lipari-Szabo spectral density [Equation (1)] (23, 24) . where t c is the overall correlation time (isotropic tumbling is assumed), S 2 is the order parameter, t À1 = t c À1 +t e À1 , and t e is the effective correlation time describing fast internal motions. Model free parameters were obtained from the experimental data by minimizing a target function describing the differences between experimental relaxation parameters and relaxation parameters calculated from the spectral density functions for the 15 N-T 1 , T 2 and 1 H- 15 N NOE values (23, 24) . These included S 2 À c , S 2 À c À e , S 2 À c À R ex and S 2 À c À e À R ex and a two-time scale model were fitted to the data (25) . All models were fitted using the programme Modelfree 4.15 (26) .
For H/D exchange experiments, freshly lyophilized samples of 15 N-labelled HPV 6 E2 and E2ÁLL were dissolved in 99.98% D 2 O and the same buffer used for assignment and structural studies. The concentration of E2ÁLL ($1.0 mg/ml) was estimated to be about twice that of HPV 6 E2. A series of 1 H-15 N HSQC spectra were recorded within 5-7 min of dissolving in buffer. A total of 18 spectra were recorded (128 complex points in t 1 , four scans) over the first 180 min, followed by 64 spectra (128 complex points, eight scans) over the following 21 h, followed by a series of 36 spectra (12 scans) over the final 24 h. The spectra were processed in NMRPipe and multiple spectra picked using the programme Analysis (27) . Amide exchange rates were calculated by fitting the decay of amide intensities with a single-exponential decay curve for well-resolved peaks in the spectra.
Gel retardation assays
Oligonucleotides with consensus E2 binding sites and A:T rich or G:C rich spacer sequences used in this work are shown below; the E2 core sites are underlined and the central spacer regions are highlighted in bold. Only the top strands are shown for clarity:
The non-specific DNAs used in the work were a 195 bp SphI-BamHI DNA fragment corresponding to sequences from À3913 to À3718 relative to the start of exon 1 in the human Vegf promoter and the short non-specific oligonucleotide shown below:
Single-stranded oligonucleotides (200 ng) were labelled with [g32]P ATP using T4 polynucleotide kinase. Double-stranded labelled DNA was then prepared by annealing complementary oligonucleotides by cooling from 90 C to 20 C over 4 h. The 195 bp non-specific DNA fragment was labelled with [a32]P ATP using Klenow enzyme. Unincorporated ATP was removed using Micro Bio-Spin 6 columns (Bio-Rad) and labelled DNAs (5000 cpm) were incubated with purified proteins in 20 mM HEPES pH 7.9, 150 mM KCl, 5 mM MgCl 2 , 5mM dithiothreitol, 0.1% Nonidet P40, 10% glycerol and 0.5 mg/ml bovine serum albumin. After 20 min at 20 C free and bound labelled DNA were resolved on 6% non-denaturing polyacrylamide gels run in 1Â TBE. The DNA was visualized and quantified using a PhosphorImager with Molecular Dynamics ImageQuant software (version 3.3). All experiments were repeated at least five times. The apparent equilibrium constant (K eq(apparent) ) was obtained using the equation below [Equation ( 2)] and Grafit4 software (Erithacus Software, Staines, UK):
Since the concentration of labelled DNA (<100 pM) is much lower than K eq the apparent equilibrium constant is equal to the protein concentration at half maximum DNA binding.
Solution-binding studies
Stopped-flow kinetic analysis experiments were performed as described previously (13) by monitoring tryptophan fluorescence at 320 nm after excitement at 285 nm (Applied Photophysics SpectraKinetic Monochromator and Workstation). The concentration of E2 was kept constant at either 0.05, 0.2 or 0.5 mM and the concentration of the A:T rich oligonucleotide was varied from 0.5-to 20-fold protein concentration. The experiments were performed in 50 mM sodium phosphate, 150 mM NaCl and 2 mM dithiothreitol and the stopped flow chamber was kept at a constant temperature of 25 C. Around 25 sets of data were obtained for each condition. The averaged data were analysed using Grafit4 (Erithacus Software, Staines, UK) and fitted to a double exponential curve with offset according to the equation [Equation (3)]:
where A 1 = amplitude 1, A 2 = amplitude 2, k1 = fast rate, k2 = slow rate and c = offset. The rates obtained from the double exponential curve were plotted against the DNA concentration and fitted to a straight line fit for both the slow and the fast rate.
RESULTS AND DISCUSSION
The HPV 6 DBD is rigid in solution
We truncated the HPV 6 E2 DBD by removing the two C-terminal leucine residues L367 and L368. The truncated HPV 6 E2ÁLL protein was successfully produced in bacteria and purified to homogeneity ( Figure 1B ). The truncated protein was readily soluble suggesting that it is properly folded. To compare the rigidity of the wild-type and mutated DBDs, we aimed to study the backbone 15 N relaxation of both proteins. We therefore produced 15 Figure 1C) corresponding to the dimeric species at a range of protein concentrations. This is as expected since high concentrations of urea or other denaturants are required to form monomeric E2 species (4, 5, 28) and under the conditions used here these proteins form only dimers. The backbone chemical shifts of 6 E2 were assigned using standard triple resonance experiments and transferred to the E2ÁLL mutant using 15 N-edited NOESY and TOCSY 3D data sets. Complete assignments could not be made for residues H328 through to H330 in the latter half of the b2/b3-loop due to peak broadening and a lack of correlations in the triple resonance spectra. Similarly missing assignment data was reported over most of the b2/b3-loop for the related HPV 16 DBD (29) .
A superposition of the 1 H- 15 N HSQC spectra for 6 E2 and E2ÁLL is shown in Figure 1C . The majority of peaks show identical or very similar chemical shifts in both forms of the protein. Therefore despite the deletion of hydrophobic core residues, the overall structure of the protein appears to have remained intact. Leucine 368, which is clearly resolved and circled in Figure 1C , has no corresponding peak in the mutant form as expected. Only approximately 15 backbone residues show chemical shift perturbations (Ád av ) >0.5 ppm (21) and these are predominantly residues on b1 and b4 that are in direct contact or adjacent in the structure to the leucine deletion ( Figure 1D ). F362 and M363 both show significant chemical shift changes that may result from some loss of structure in b4, which in turn appears to affect residues 285-290 in b1. The remainder of the larger chemical shift perturbations reside in the b2/b3-loop that packs against the leucine residues in the wild-type protein and which also makes contacts with b1.
The reasonable chemical shift dispersion of the E2 spectra allowed the backbone amide relaxation rates to be measured for 59 residues in wild-type E2 (69.4% of residues not including prolines or the N-terminal N279) and 66 residues in E2ÁLL (79.5%). The overall correlation time was determined independently for both E2 and E2ÁLL at 600 MHz. Initially an optimal c was calculated on a per residue basis by minimizing the difference between the experimental and the calculated T 1 , T 2 and NOE using the isotropic spectral density function given by Equation (1) . Once optimum c values were calculated for each residue, an optimum average c was calculated. c was determined to be 9.9 ns and was identical for both proteins.
From the measured T 1 , T 2 and NOE relaxation data, parameters that describe the internal motions of 6 E2 were determined using the model-free analysis under the assumption of isotropic tumbling (23, 24) . Appropriate models of spectral density functions were selected for each residue. These included S 2 À c , S 2 À c À e , S 2 À c À R ex and S 2 À c À e À R ex models and a two-time scale model (25, 30) as defined in the 'Materials and Methods' section. T 1 , T 2 and NOE data are shown in Figure 2A -C. In general, there is good agreement of relaxation parameters over equivalent residues with the exception of residues at the N-and C-termini and in the b2/b3-loop. The backbone 15 N relaxation data were interpreted with the Lipari-Szabo method (23, 24 ) that uses a model independent formalism and is expressed in terms of a generalized order parameter S 2 that describes the degree of spatial restriction of a bond vector. Values of S 2 >0.9 are indicative of essentially static structures (on the nanosecond timescale), whereas lower values generally indicate increasing mobility. Relaxation data were fitted with a number of motional models and the S 2 determined for each residue ( Figure 2D ). For those residues that did not fit well to the S 2 À c or S 2 À c À e models, alternative models were assumed (i.e. S 2 À c À e À R ex and the two-time-scale model) according to the criteria of Farrow et al. (22) .
Consistent with previous crystal structures, the wild-type protein shows remarkably little flexibility as seen by the majority of residues having S 2 values of >0.85 ( Figure 2D-G) . The majority of residues within the core secondary structure of 6 E2 could be fitted to the simplest s 2 À c model indicative of a highly ordered protein fold. There are, however, three regions of the protein that show markedly different motional properties. The N-terminus, as in many proteins, shows a degree of increased flexibility and these residues only tended to fit with the two-time-scale model. Second, the b2/b3-loop, that is ordered in the 6 E2 DBD crystal structures (although with higher than average temperature factors), appears partially disordered in solution, as evidenced by pronounced reductions in S 2 values for loop residues and fitting throughout the loop to the two-time-scale model in the sub-nanosecond timescale ( Figure 2G ). Several loop residues are missing data due to the weak 1 H-15 N signals observed in this region and the presence of two proline residues that are not detectable due to the absence of amide protons. These data suggest that there may be some ordering of the 6 E2 b2/b3-loop upon DNA binding, although the temperature factors indicate that some disorder persists in the complex. Finally the C-terminus which is buried in the hydrophobic core of the protein does not show reduced S 2 values as seen in many protein dynamics studies with flexible C-termini. However, the reduced T 2 values measured for residues 361-368 requires the S 2 À c À e À R ex models and a contribution from slower (ms-ms) exchange motions (R ex , Figure 2F ). The size of the R ex term increases significantly towards the C-terminus.
Analysis of the E2ÁLL relaxation data reveals that many of the S 2 values over the secondary structure could only be satisfactorily fit with the S 2 À c À e model that incorporates fast motions and in general the order parameters are marginally lower ( Figure 2D ). Figure 3 shows the crystal structure of the DNA bound form of 6 E2 (13). Residues in E2ÁLL that show a large reduction in S 2 (>0.1) compared to 6 E2 are shown in yellow while changes from 0.05 to 0.1 are shaded in purple. Conversely, residues that that are more ordered in E2ÁLL are shaded in red. The largest concentration of change, which shows an increase in flexibility, is centred around residues that can no longer pack against the deleted terminal leucine residues at the core of the dimeric barrel. The C-terminus, for example, shows a loss of the slow conformational exchange observed in (23, 24) , (E) internal correlation times (t e ), (F) conformational exchange terms (R ex ), (G) two-time-scale (t s ) and (H) Amide exchange rates (10 6 s À1 ). Where data is not shown no rate could be measured due to the rate being too fast to observe or resonance overlap. wild-type 6 E2 being replaced instead with lower values of S 2 (assuming approximately the same overall topology and monomer-dimer dissociation constant these are most likely not due to anisotropic motion or monomerdimer exchange, respectively). Similarly the N-terminus (i.e. S282 and S283) and central region (i.e. V288 and Q289) of the b-barrel shows increased flexibility, for example both show reduced S 2 values (Figure 3 ). Along the sequence length several residues show notably reduced S 2 values, including G292, H320 and V333. G292 fits a two-time scale model indicative of an increase in sub-nanosecond (but not picosecond) motions and importantly connects b1 to the DNA binding helix a1. Similarly H320 and V333 that flank the b2/b3-loop both show an increase in sub-nanosecond motions indicating that the flexibility in this loop now extends to incorporate these residues at the edges of the b-barrel.
To complement the relaxation studies we measured hydrogen/deuterium (H/D) exchange rates using 15 N-labelled E2 and E2ÁLL (Supplementary Figure S1) . In most cases, slow H/D exchange occurs when an amide proton is involved in a hydrogen bond and an increased exchange rate is observed upon localized or global protein unfolding. For both proteins, the amide exchange rates fell broadly into three categories, very fast, medium and slow (Supplementary Table S1 and Figure 2H ). Very fast exchanging amides were not captured in either the 6 E2 or E2ÁLL H/D exchange experiments and appear as gaps in Figure 2H . These amides were almost all situated in the loops connecting the secondary structure elements but are regions that were well characterized by the relaxation data. 'Medium' amide exchange rates ranging from 10 to 1000 (10 6 s
À1
) were observed in helices a1 and a2 of both forms with comparable rates with the exception of F300, L304 and H308 that show 2-to 3-fold slower exchange in the wild-type. Overall, however, this agrees with the relaxation data that suggests that the stability of the helical elements shows little change between the proteins. The remaining slow exchanging amides from 1 to 10 (10 6 s À1 ) fall neatly throughout the first and third b-strands with the second b-strand showing a mixture of slow to fast rates. However, exchange rate increases are observed throughout the b-barrel for E2ÁLL. This broadly agrees with the dynamics data and suggests a more pervasive loss of amide protection than is suggested by the S 2 values alone. Both the relaxation and H/D exchange data probe the dynamics of 6 E2 and E2ÁLL over a wide range of timescales that reveal subtle changes in the mutant protein consistent with increased mobility. Overall this leads to the interpretation that-relative to the wild-type protein-E2ÁLL shows increased flexibility in both the b-barrel and longer range effects in the amino acids flanking the b2/b3-loop and connecting to the DNA binding helix (Figure 3) . The wider dynamic changes are reminiscent of the global conformational changes that occur in the HPV 16 E2 DBD when this protein binds to DNA (15) .
Increased protein flexibility correlates with increased DNA binding affinity
To compare quantitatively the DNA binding activity of the wild-type and mutated proteins, we performed gel retardation assays with labelled E2 sites containing either A:T rich or G:C rich spacer sequences ( Figure 4A and B). As expected from previous experiments (8,10), 6 E2 binds to an E2 site with an A:T rich spacer to produce a retarded complex but binds very poorly to the same E2 site with a G:C rich spacer ( Figure 4A ). In contrast, the E2ÁLL protein is seen to bind significantly to both oligonucleotides, albeit with lower affinity to the site with a G:C rich spacer ( Figure 4B ). The amount of free and bound DNA at each protein concentration was determined in several independent experiments and binding curves fitted to the data ( Figure 4C and D) . These binding curves were used to determine the apparent equilibrium constant for each protein at these sites ( Table 1 ). The wild-type HPV 6 E2 DBD protein binds to the A:T rich spacer site with an apparent equilibrium constant of 41±13 nM. This value is lower than that we have previously reported (10), a difference likely to be attributable to changes in the length of the oligonucleotides used in the assays. The E2ÁLL protein binds to the same A:T rich spacer site around 2-fold more tightly than the wild-type DBD, with an apparent equilibrium constant of 22±7 nM. rich spacer site much less tightly than it does to the A:T rich spacer site and in this case the affinity is too low to be determined accurately using this method. Similarly, although it is apparent that E2ÁLL binds to the G:C rich spacer site with much higher affinity than the wild-type protein ( Figure 4D ), due to the weak binding it is not possible to accurately determine the affinity from these data. However, since E2ÁLL also shows increased binding to the A:T rich spacer site, these data suggest that increased protein flexibility has increased DNA binding affinity without greatly changing the preference for an A:T spacer sequence over a G:C spacer sequence.
We next compared the non-specific DNA binding activity of these proteins. For these experiments, we made use of a 195 bp DNA fragment that does not carry a specific E2 binding site. When the 6 E2 DBD binds to this DNA fragment it does not form a defined retarded complex but rather it produces a retarded smear ( Figure  5A, lanes 2-5) . This smearing is due to the dissociation of weak, non-specific complexes during electrophoresis (31, 32) . E2ÁLL also binds to this non-specific DNA to form a retarded smear ( Figure 5A, lanes 6-9) . However, faint discrete retarded bands are formed at lower E2ÁLL concentrations, suggestive of more tightly bound complexes (lanes 6 and 7) and lower protein concentrations are required to shift all of the labelled DNA. To compare the non-specific DNA binding activity of these proteins in more detail we performed several repeats, quantified the amount of free and bound DNA as described above and determined the apparent equilibrium constant ( Figure 5B and Table 1 ). The non-specific DNA binding activity of E2ÁLL is around 10-fold higher that of the wild-type protein ( Table 1 ). The same results were obtained using a second, unrelated non-specific oligonucleotide (data not shown).
Taken together with the results of the specific DNA binding assays ( Figure 4 ) these results clearly show that E2ÁLL has increased DNA binding activity. However, whereas specific binding has increased around 2-fold, binding to non-specific DNA has increased around 10-fold, indicating that the overall DNA binding specificity has decreased (Table 1) albeit without appearing to alter the preference for an A:T spacer sequence. This is clearly apparent from the 6-fold drop in ratio of the dissociation constants for non-specific and specific DNA given in Table 1 . This is consistent with previous data which has shown that 'single chain' HPV 16 E2 DBD proteins with increased protein stability have increased DNA binding specificity (33) .
Structural rearrangements on DNA binding
We have previously described an analysis of the structural rearrangements in the 6 E2 DBD that accompany DNA binding in solution (13) . As in the case of the HPV 16 E2 The specificity is the ratio of non-specific to specific binding (42): Specificity = K eq(app) non-specific DNA /K eq(app) specific A:T spacer .
DBD (34) , the change in fluorescence of protein tryptophan residues associated with complex formation indicates that DNA binding occurs in two distinct phases: a faster interaction presumed to be non-specific and diffusion-limited and a slower interaction that is thought to be a result of protein rearrangements during formation of the specific complex (34, 35) . In order to compare the DNA binding kinetics of 6 E2 and E2ÁLL we analysed intrinsic fluorescence during complex formation with an E2 site containing an A:T rich spacer exactly as described previously (13) . Representative data are shown in Figure 6 and the rate constants derived from the data are shown in Table 2 . Both proteins show an increase in the amplitude of fluorescence with increasing A:T spacer DNA concentration. The association data were fitted to a double exponential curve to derive the fast and slow rates in each case and the rates were plotted against DNA concentration. Similar to the previous results with wild-type HPV 16 E2, the fast rate for E2ÁLL binding increases with DNA concentration, while the slow rate remain relatively constant as DNA concentration is increased ( Figure 6B ). The slow rates for 6 E2 and E2ÁLL are very similar, suggesting that in each case the rearrangements occurring during formation of the tight-binding complex are not significantly different (Table 2) . However, the initial fast rate for the association of E2ÁLL is increased by around 10-fold compared to the wild-type protein.
The off-rate is also increased, but only around 2-fold. Together these differences indicate about a 5-fold increase in binding to DNA. The differences in initial binding to the A:T spacer DNA are very unlikely to be due to differences in the electrostatic surfaces of the two proteins since these are unchanged by the mutation. These data therefore suggest that the so-called initial complex formed by the wild-type protein is not a diffusion-limited encounter complex rather it is a secondary complex that forms after the encounter complex (as indicated in the model shown in Figure 7 , E2).
Increasing the flexibility of the E2 DBD appears to facilitate formation of this secondary complex and we presume that it then becomes diffusion-limited (Figure 7 , E2ÁLL). Increased flexibility has little or no effect on the structural 
Secondary complex
Final complex
Encounter complex Figure 7 . A model for the E2-DNA complex formation. A schematic representation of the binding of 6 E2 and E2ÁLL to DNA. E2 dimers (open squares) bind to DNA to form a diffusion limited encounter complex. This subsequently forms a secondary complex (shaded circles) which in turn undergoes further structural rearrangement to form the final tightly bound complex (filled circles). We propose that the increased protein flexibility shown by E2ÁLL (open circles) facilitates formation of the secondary complex but has little or no effect on the following step. Formation of the secondary complex for E2ÁLL is then diffusion limited. The k 1 on and k 1 off of the fast rate were obtained from the slope and intercept with the y-axis of the graph shown in Figure 6 . The k 2 value was obtained from the slope of the slow rate on the same graph. The values for HPV 6 E2 are from previously published data (13) .
rearrangements that follow and are required in order to form the final complex. Pre-bent DNA might facilitate formation of the initial complexes although it would seem more likely that it facilitates the protein structural rearrangements that produce the final complex. However, it is important to note that clarification of this point would require kinetic data with the G:C spacer DNA and we were unable to obtain this information due to the weakness of the interaction of both proteins with this DNA. In sum our data are not inconsistent with a model for DNA binding proposed by Ferreiro and de Prat-Gay (34) in which the E2 DBD is proposed to exist in two populations which bind DNA through different pathways. In one state, E2 binds preferentially to pre-bent DNA and then undergoes structural rearrangements resulting in tight binding. However, another population of E2 proteins bind to both pre-bent and non-bent DNA to form directly the final complex. The increased binding affinity correlated with increased DBD flexibility could arise from a greater proportion of the protein being present in the second population.
CONCLUSIONS
Many protein-DNA complexes contain bent or otherwise deformed DNA and the importance of DNA flexibility in DNA recognition has long been recognized and studied intensively (10, 13, (36) (37) (38) . Similarly, although less well-studied, protein adaptability can also generate or favour the formation of specific interactions and thereby increase binding (39, 40) . In contrast, reduced protein movement in the complex would be expected to diminish this fine-tuning of complementarity, and impart an entropic cost to the interaction thereby weakening binding. Here we have shown that the HPV 6 E2 DBD has very low intrinsic flexibility in solution. We have also shown that by altering the overall and inter-domain protein flexibility of the HPV 6 E2 DBD, unusually via partial disruption of the hydrophobic core of the protein, both non-specific and specific DNA binding can be improved. In this instance increased protein adaptability appears to dominate binding, overcoming the expected entropic cost normally associated with freezing a more mobile protein in a bound complex. These surprising results suggest that engineering of domain associations in 2-fold symmetric dimers-commonly found in DNA binding proteins-may provide an elegant route to increased binding. Changes that shift the dimeric E2 binding surface towards the conformation observed in its DNA complexes would generally be expected to be favourable for binding. Improved protein adaptability has a greater effect on non-specific DNA binding, suggesting that it could mimic protein conformation changes that occur during non-specific interactions.
We also note that increasing the adaptability of the HPV 6 E2 DBD does not appear to alter its capacity for indirect readout. These data suggest that in this case limited protein flexibility is not responsible for indirect readout of DNA conformation. Presumably the entropic cost associated with restricting E2 to a conformation best suited to DNA binding is not significant compared to the overall energy change brought about by specific binding. In support of this conclusion, our stopped-flow kinetic studies show that increased protein flexibility has little or no effect on the structural rearrangements that follow initial binding. However, increased protein flexibility has a major effect on DNA binding specificity, significantly decreasing the preference for specific DNA over non-specific DNA. This result is not inconsistent with converse findings by Prat-Gay and co-workers who have previously shown that 'single chain' HPV 16 E2 DBD proteins with increased protein stability have decreased non-specific DNA binding and increased specific binding (33) . The effect of the linker chain on protein adaptability in this engineered form of E2 is not clear, but might be expected to limit conformational changes. The restricted adaptability of the HPV 6 E2 DBD is, therefore, likely to be of primary importance for the ability of this protein to locate its specific target sites in the viral genome in the presence of a vast excess of host genomic DNA.
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